Genomic DNA was extracted from freshly preserved muscle tissue for all species using the DNeasy Blood and Tissue Kit, according to the manufacturer's instructions. Extracted genomic DNA was subsequently sheared to ~500 bp using a Covaris M220 Focusedultrasonicator before library preparation. The protocol used for library preparation is based on the Meyer and Kircher (1) method for preparing Illumina sequencing libraries for multiplexed target capture and sequencing, with modifications to accommodate capture of divergent species. The with-bead method of Fisher et al. (2) is also adopted, meaning that the beads are kept in each of the DNA clean up steps. The samples are not eluted from the beads until after the library preparation. Thus, all library preparation steps occur on the beads. This modification to the regular Solid Phase Reversible Immobilization (SPRI) method can increase the complexity of the resulting library. IS1_adapter.P5 a*c*a*c*TCTTTCCCTACACGACGCTCTTCCg*a*t*c*t
IS2_adapter.P7 g*t*g*a*CTGGAGTTCAGACGTGTGCTCTTCCg*a*t*c*t
IS3_adapter.P5+P7 a*g*a*t*CGGAa*g*a*g*c Vol. 54 | No. 6 | 2013
Add 44 μL of master mix to empty tubes, and then add 6 2.
μL of the cleaned libraries from step 1.V.3. Mix well and amplify the samples using the following thermal profile: 98°C for 45 s, 12 to 18 cycles of 98°C for 15 s, 65°C for 30 s, and 72°C for 45 s, followed by 72°C for 1 min, and hold at 4°C for 10 min. The number of cycles can be adjusted according to the amount of starting material used to construct the library. Clean up the PCR product using the SPRI bead method 3.
(adding 30 μL 20% PEG). Elute the DNA using 20 μL of nuclease free water and transfer it to a new tube labeled accordingly. Measure the concentration of the amplified library using a Qubit 2.0 Fluorometer or similar. The concentration should be around 6-10 ng/μL or higher if more starting material was used.
Gene capture
We applied two sets of conditions for hybridization and washing: the standard hybridization conditions [hybridization at 65°C for 36 h; 1st wash at room temperature (18-22°C); 2nd wash at 65°C] and the relaxed hybridization conditions [hybridization under a touchdown scheme ( Figure 1 ): 65°C for 11 h, followed by 60°C for 11 h, 55°C for 11 h, and 50°C for 11 h; 1st wash at room temperature (18-22°C); 2nd Wash at 45°C]. The protocol used is based on the user manual of the MYBaits target enrichment kit. thermocycler for 48 h under the touchdown scheme described in step 2.I.1. This scheme represents the optimized conditions for capturing across divergent species. Depending on the application, hybridization time may require some optimization. 
